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We report the effect of UV-Vis light on the membrane-bound [Ni-Fe] hydrogenase from Aquifex aeolicus under turnover 
conditions. Using electrochemistry, we show a potential dependant light sensitivity and propose that a light-induced structural 15 
change of the [Ni-Fe] active site is related to an enhanced reactivation of  the hydrogenase under illumination at high potentials.  
Introduction 
Hydrogenases are metallo-enzymes that catalyze the hydrogen interconversion into protons and electrons according to the reaction H2  
2H+ + 2e- 1. They are classified in three distinct classes according to the metal content of their active site either [Fe], [Fe-Fe] or [Ni-Fe] 2. 
While [Fe] and [Fe-Fe] hydrogenases suffer a dramatic irreversible degradation under O2 3, 4, [Ni-Fe] hydrogenases are generally 20 
reversibly inhibited under aerobic conditions 5. For various [Ni-Fe] hydrogenases, activation/inactivation process and the different 
associated states of the active site have been deeply studied using EPR and FTIR spectroscopies (see ESI 1 †) 6-9. Under 
aerobic/oxidative conditions the [Ni-Fe] active site is interconverted into a mixture of two inactive states, so-called Ni-A “Unready” and 
Ni-B “Ready” 7, 10. While Ni-B is readily activated under H2 or reducing conditions 11, Ni-A requires a longer time. The nature of the 
oxygenic ligand bridging the hetero-binuclear active site accounts for this difference in kinetics of reactivation 12-14. The Ni-B state bears 25 
a hydroxo (OH-) ligand whereas the nature of the oxygenic ligand in the Ni-A state is still a matter of debate 15, 16.  
 Recently, a subgroup of [Ni-Fe] hydrogenases able to oxidize H2 under aerobic conditions has been identified and consequently named 
oxygen tolerant (O2-tolerant) hydrogenases 17. [Ni-Fe] hydrogenases from the hyperthermophilic bacterium Aquifex aeolicus,  
Knallgas bacterium Ralstonia eutropha, enterobacterium Escherichia coli and the marine bacterium Hydrogenovibrio marinus are the 
most currently characterized members of this subgroup 18-23. O2-tolerant hydrogenases present several properties that distinguish them 30 
from oxygen sensitive (O2-sensitive) ones. Under oxidative conditions, O2-tolerant hydrogenases form only the Ni-B state with kinetics 
of reactivation 2 orders of magnitude faster than O2-sensitive hydrogenases 8, 24. The structural determinants of oxygen tolerance have 
been unraveled very recently 25-27. The overall structural shape consisting of large subunit baring the [Ni-Fe] active site and a small 
subunit harboring 3 iron-sulfur clusters, aligned as a conductive electronic wire, is very similar to O2-sensitive hydrogenases. However, a 
peculiar [3Fe-4S] cluster proximal to the active site coordinated by 6 cysteines has been observed instead of the proximal [4Fe-4S] 35 
cluster coordinated by 4 cysteines classically observed in O2-sensitive hydrogenases 28. It is thought to be the key feature of the oxygen 
tolerance enabling the fast reduction of O2 to water 29. These enzymes have stimulated the curiosity of the community since 
biotechnological applications relying on aerobic hydrogen oxidation, could be envisioned with more sustainability. Recently, H2/O2 
biofuel cells based on this subgroup of hydrogenases have been reported, delivering more than 1 mW.cm-2 30-32. It was however 
demonstrated that the anaerobic formation of the inactive Ni-B state at high potential was responsible for a decrease of the biofuel cell 40 
performances. 
 From literature survey, it appears that irradiation of the active site could provide tools to overcome this limitation. Some of the 
inactive states of [Ni-Fe] hydrogenases have been studied by spectroscopy under illumination (see ESI 1 †). The oxygenic ligand in the 
Ni-A inactive state in O2-sensitive hydrogenases, has been shown to slightly change its binding configuration upon irradiation. It 
switches from a bridging position coordinated by both the iron and nickel atoms to a coordination where the Fe-O bond is cleaved 33. The 45 
Ni-SIr state, an intermediate between the inactive Ni-B state and the most oxidized Ni-SIa active state has been shown to be light 
sensitive, yielding to the Ni-SL state 34. Irradiation of the active site leads to a cleavage of the bond between the Fe atom and the hydroxo 
bridging ligand. Moreover, the CO-inhibited states (Ni-CO and Ni-SCO) have been reported to undergone photoreactivation 35, 36. 
 We report in this work the effect of illumination under turnover conditions on the reactivation at high potential of the 
hyperthermophilic membrane-bound [Ni-Fe] hydrogenase from Aquifex aeolicus (MbH1). Using cyclic voltammetry (CV) and 50 
chronoamperometry (CA), we show that photosensitivity of MbH1 depends on both potential and light intensity. We propose this light-
induced process to be related to the conversion of the inactive Ni-B state to an active form.  
  2 
Experimental 
CV and CA were done using a µAutolab type III potentiostat from Autolab. A conventional three-electrode system was used with an 
Ag/AgCl/NaCl (sat.) reference electrode, and a gold wire as auxiliary electrode. All potentials were quoted against the Ag/AgCl 
reference. Prior to each experiment, the solutions were deoxygenated by bubbling with high-purity nitrogen or hydrogen. 
Double glass layer electrochemical cell was thermo-regulated with a water bath. The reference electrode was separated from the warmed 5 
electrolyte using a side junction maintained at room temperature. The current are the average of at least three replicates and have been 
normalized with the highest catalytic current. 
 The graphite working electrode was constructed from 3 mm rods of pyrolytic graphite (PG) inserted in Peek polymer casings from 
Bio-Logic SAS. The PG electrode was carefully polished with alumina 0.04µm (PRESI). 2µL of MbH1 4µM (purified as described in 30) 
were adsorbed on the PG electrode. Electrochemical experiments were performed in 50 mM Hepes buffer pH 7.2 at 60°C. 10 
 Illumination at 405 nm of the PG electrode was achieved by placing a LED (M405L2 from Thorlabs) triggered by a potentiometer 
(LEDD1B from Thorlabs) at 1cm of the working PG electrode. The intensity of illumination (EV) of the PG electrode has been measured 
in lux (lx) with Lux meter DX-100 (INS). 
 
Results and discussion 15 
MbH1 anaerobic inactivation process 
When immobilized on a PG electrode under H2 atm., MbH1 starts oxidizing H2 at -0.55V. The catalytic current reaches a maximum 
value at a potential close to -0.3V (Fig. 1A). At more oxidizing potentials, H2 oxidation activity decreases dramatically. As already 
reported, MbH1 suffers an anaerobic inactivation process, corresponding to the interconversion between the active state to the Ni-B 
inactive form. This phenomenon has been reported for all the O2-tolerant [Ni-Fe] hydrogenases electrochemically characterized. This 20 
inactivation process can be highlighted by chronoamperometric experiments. From -0.5V to -0.3V the low electrocatalytic signal for H2 
oxidation remains stable. However, when the potential rises above -0.3V the catalytic activity decreases with time. The highest the 
potential, the more pronounced the decrease in current (Fig. 1B). Actually, the apparent rate of interconversion between the active and 
the inactive forms of MbH1 is potential dependant as clearly shown by the curves between -0.2V and 0V. Notably, it has been 
demonstrated that while the constant of inactivation is potential independent, the constant of activation decreases exponentially as the 25 
potential rises to oxidizing values until reaching a constant value above 0V 24.  
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Fig. 1 (A) H2 oxidation by MbH1 adsorbed on a PG electrode followed by CV. Schematic view of the different states of the [Ni-Fe] active site as a 
function of the potential are adapted from ref 8. Scan rate: 5 mV.s-1. (B) Effect of the potential on H2 oxidation followed by CA: -0.5V (light green), -0.4V 
(green), -0.3V (grey), -0.2V (blue), -0.1V (black), 0V (red). CA and CV were done in 50 mM HEPES, pH 7.2, 60°C, H2 atm, under darkness. 
 80 
  3 
Photoreactivation of MbH1 
In order to investigate the putative photosensitivity of MbH1 under turnover conditions, CA experiments have been realized under 
irradiation sequences of 120s followed by a relaxation time under darkness (see ESI 2 †). Fig. 2A shows the typical currents recorded 
during illumination/darkness steps. For each potential ranging from -0.5V to 0V, positive photocurrents differing in magnitude are 
recorded under illumination. Control experiments on the bare PG electrode illuminated under H2 (Fig. 2B) exhibit poor photocurrent 5 
intensities for each potential, ensuring a true catalytic dependence of the photocurrents observed with MbH1. Relative to catalytic 
currents for MbH1 obtained without illumination, catalytic currents observed under irradiation are higher, whatever the potential. 
However a spectacular potential dependence of the photocurrent intensities is observed which does not follow the same potential 
dependence profile as the catalytic current obtained without illumination. As described before, the catalytic current for H2 oxidation 
without irradiation starts decreasing above -0.3V. In contrast, the catalytic current keeps increasing until -0.1V under illumination. 10 
Moreover, from -0.5V to -0.3V photocurrents represent an average of less than 5% of the catalytic current obtained under dark 
conditions. But, for higher potentials, sharp increases in photocurrent are observed depending on the potential (increase of 19 %, 45 % 
and 39 % at -0.2V, -0.1V and 0V respectively). The variation of the percentage of photocurrent with potential can be rationalized by 
taking into account the equilibrium between the active/inactive forms of the enzyme that is displaced toward the inactive Ni-B state as 
the driving force increases. The midpoint potential for the transition  15 
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Fig. 2 (A) Light induced photocurrents and relaxation currents for H2 oxidation by MbH1 adsorbed on a PG electrode followed by CA, -0.5V (light 
green), -0.4V (green), -0.3V (grey), -0.2V (blue), -0.1V (black), 0V (red). (B) Catalytic currents for H2 oxidation by MbH1 obtained under illumination 
(purple). Catalytic currents obtained under darkness after 120 s of potential application (same protocol as in Fig1.B) are depicted in grey. As a control, 
currents obtained for illuminated bare PG are depicted in light grey. 50 mM HEPES, pH 7.2, 60°C, H2 atm, intensity of illumination EV=1500 lx. 
 70 
from the Ni-SIa active state to the Ni-B inactive state has been titrated at -0.3V 8. Intriguingly, the divergence in photocurrent intensities 
is observed at the same potential of -0.3V. Electrochemical experiments thus strongly suggest a light-induced reactivation process of the 
Ni-B inactive form of MbH1. 
 
 75 
Influence of the light intensity 
To get more insight in the reactivation process involved at high oxidizing potentials, the influence of the light intensity on the 
photocurrent response was investigated (Fig. 3). For potentials below -0.3V where the enzyme is fully active, photocurrents of low 
magnitude evolve linearly with the light intensity. For highest oxidizing potentials, the magnitude of photocurrents as a function of the 
potential follows the same profile described in Fig. 2. The photocurrents rapidly reach a maximum value with the light intensity. This 80 
suggests the formation of a species at high potential which is highly light sensitive, and reinforces the divergence in light sensitivity for 
active/inactive states depending on the potential. The decrease in photocurrent at the highest light intensity may be due to an irreversible 
  4 
photodegradation already reported for Ni-B states of O2-sensitive hydrogenase 34. 
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Fig. 3 Effect of the illumination intensity on the light-induced photocurrents for H2 oxidation by MbH1 adsorbed on a PG electrode followed by CA, -
0.5V (light green), -0.4V (green), -0.3V (grey), -0.2V (blue), -0.1V (black), 0V (red). 50 mM HEPES, pH 7.2, 60°C, H2 atm. 
 
Kinetics of reactivation 
The kinetics to reach the maximum value of the photocurrent during an illumination step can be related to the rate of reactivation. As 35 
seen in Fig. 4, it is potential and light intensity dependent. Again, a marked divergence is pointed out at the midpoint potential between 
active Ni-SIa and inactive Ni-B states. For potentials below -0.3V, the gain in catalytic activity rapidly reaches a plateau in a mean time 
of 30 s with no net dependence on the light intensity. As potentials increase above -0.3V, two major observations can be done. Firstly, 
the duration to reach the maximum value of the photocurrent considerably increases. Again, this correlates with the enzyme becoming 
harder to reactivate due to the displacement of the active/inactive form equilibrium toward the inactive form 24 . Secondly, lower 40 
durations of reactivation are induced by increasing illumination intensities. This latter result suggests kinetics of enzyme reactivation 
dependant on the light intensity, and supports the hypothesis of a light-induced reactivation of the hydrogenase active site. 
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Fig. 4 Time dependence on illumination intensity to reach the maximum value of the photocurrent for H2 oxidation by MbH1 adsorbed on a PG electrode 
followed by CA, -0.5V (light green), -0.4V (green), -0.3V (grey), -0.2V (blue), -0.1V (black), 0V (red). 50 mM HEPES, pH 7.2, 60°C, H2 atm. 
 
Proposed mechanism 75 
Gathering these experimental results allows us to reasonably postulate the following hypothesis. In O2-sensitive hydrogenases, Ni-B was 
shown by FTIR to exhibit only a weak photosensitivity. However transition from the active Ni-SIa to the inactive Ni-B state is reached 
trough an inactive intermediate Ni-SIr known to be photosensitive 34. In contrast, this transient Ni-SIr state was not observed in O2-
tolerant hydrogenases using FTIR approaches, although not ruled out, most probably because much faster reactivation from the Ni-B to 
the Ni-SIa state occurs 8, 24. We propose that irradiation of MbH1 under turnover conditions promotes the loss of the hydroxo ligand on 80 
the putative photo-induced Ni-SL state (Scheme 1). This is the first electrochemical evidence of such a photoreactivation occurring under 
turnover conditions. 
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Scheme 1 Proposed mechanism for the light-induced reactivation process of MbH1 trough the putative Ni-SL redox state (between black brackets).  
Conclusions  
Based on electrochemical experiments under illumination, we have shown that: (i) illumination induces oxidative catalytic photocurrents, 25 
(ii) magnitude of photocurrents depends on applied potential, (iii) magnitude of photocurrents depends on light intensity, (iv) rate of 
photooxidation depends on potential, (v) rate of photooxidation depends on light intensity above -0.3 V. Evidence of a potential 
dependence of light-induced reactivation of MbH1 is thus demonstrated.  
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